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1 Centre for Bacterial Cell Biology, Institute for Cell and Molecular Bioscience, Newcastle University, Newcastle upon Tyne, NE1 7RU, UK. 2 Bioinformatics Support Unit, Newcastle University, Newcastle upon Tyne NE1 7RU, UK. Figure S1 : Quality control. Figure S2 : Alignment strategy. Figure S3 : Parameterization. Table S1 : Data sources. Table S2 : Accuracy of error rates. Table S3 : Saccharomyces cerevisiae alignment statistics. Table S4 : Escherichia coli alignment statistics. Figure S1 : Quality control. Quality control of the EcWT dataset using FastQC revealed a systematic error, likely to be caused by a bubble in the flowcell, adjacent to the 3' position in a number of reads. These reads (n = 5590806, 15.59%) were omitted from the error rate calculations. No systematic errors were identified in the other datasets. A. Example of quality scores from each tile across all bases at each position in the EcWT reads. B. Example of quality values across all bases at each position in the EcWT reads. Figure S2 : Alignment strategy. A. Alignment of the nascent RNA read was carried out following adaptor trimming allowing a maximum of two mismatches within the seed region. Error rates were calculated for all reads at each position. In this example an A>T mismatch, equivalent to A>U misincorporation in the nascent RNA, occurs at the 3' position, and a C>G mismatch at the -2 position. B. The seed region was chosen for alignment in order to minimize seed length, thus restricting mismatches to the region of the nascent 3', while ensuring seed uniqueness. A threshold of 14 (vertical blue dashed line) was chosen equivalent to > 90% uniqueness in all three genomes. Figure S3 : Parameterisation. Altering the number of mismatches allowed during alignment or the Phred quality threshold used for error rate calculation had little effect on the observed 3' error rates in all cases. A. The error rates for the EcWT and Ec∆Gre datasets allowing 1, 2 and 3 mismatches in the alignment. Reads were aligned to genomes using Bowtie using a seed region of 14 where only unique matches were reported. B. In order to reduce the effect of sequencing miscalls, a Phred threshold of 30, equivalent to a 99.9% base call accuracy rate, was applied at each position, and reads with reads falling below this level were omitted from error rate calculation for that position. C. The 3' error rates for the datasets as the Phred quality threshold is increased. 
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